et al.. Characterization of woodchuck apolipoprotein A-I: a new tool for drug delivery and identification of altered isoforms in the woodchuck chronic hepatitis model.
The sodium bromide (NaBr) solutions at different densities were prepared in a 195 final volume of 25 mL in distilled water. NaBr (Fluka) was added to obtain the 196 solutions: 0.225 g (ρ= 1.006g/mL), 1.431 g (ρ= 1.04 g/mL), 7.085 g (ρ= 1.21 197 g/mL) and 13.573 g (ρ= 1.4 g/mL). EDTA at a final concentration of 0.05% (w/v) 198 was added. Since NaBr is a highly hygroscopic salt, the density was verified and 199 corrected by adding distilled water when necessary. The method of sequential 1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59 1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59 were from BioRad (Hercules, CA). The gel was run at 4ºC, 5 mA and 100V for 237 1hr, then 250V for 1 hr and 500V for 30 min. Samples were transferred to 238 methanol-incubated nitrocellulose membranes at 4ºC for 1 hr in 0.7% acetic acid. 239
The woodchuck apolipoprotein A-I was then detected as described above. 1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59 1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59 1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59 Sequence analysis showed that wApoA-I is highly homologous to ApoA-I gene 286 from other species with more than 75% nucleotide identities when aligned with 287 other mammalian apolipopoproteins A-I. The coding sequence extends to 792 bp 288 and the 3'-UTR is 68 bp long (Figure. 1A) . Surprisingly, the phylogenetic analysis 289 revealed that the sequence was more related to human and macaque sequences 290 than to other rodent species (Figure. 1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59 the different serum lipoproteins of multiple species. This method was applied to 303 woodchuck sera using the following solution densities: for VLDL < 1.006 g/mL, 304 for LDL 1.006-1.04 g/mL and for HDL 1.04-1.21 g/mL. Coomassie staining of 305 the SDS-PAGE gel revealed that the fraction corresponding to HDL contained a 306 major band with a similar MW of woodchuck ApoA-I (Figure 2A ). This band was 307 identified by MALDI-TOF-MS as apolipoprotein A-I ( Figure 1C and 308 Supplementary Table 1 ). A 75% of sequence coverage was achieved. To further 309 confirm the identification of this band, a Western blot against apolipoprotein A-I 310 was performed using a commercial antibody raised against a peptide mapping 311 within an internal region of apoA-I of mouse origin. This antibody recognizes 312
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